Myocilin is an extracellular glycoprotein with a poorly understood biological function and typically known because of its association with glaucoma. In this study, we analyzed the expression and biological activity of human myocilin in some non-ocular tissues. Western immunoblot showed the presence of myocilin in blood plasma as well as in liver and lymphoid tissues (thymus and lymph node). Quantitative PCR confirmed the expression of MYOC in these lymphoid organs and revealed that its mRNA is also present in T-lymphocytes and leukocytes. In addition, detection of 30 kDa C-terminal myocilin fragments in thymus and liver suggested that myocilin undergoes an in vivo proteolytic processing that might regulate its biological activity. The presence of myocilin in blood was further corroborated by peptide mass fingerprinting of the HPLC-isolated protein, and gross estimation of its concentration by Western immunoblot indicated that it is a medium-abundance serum protein with an approximate concentration of 0.85 mg/ml (15.5 μM). Finally, in vitro analyses indicated that myocilin acts as an anti-adhesive protein for human circulating leukocytes incubated with endothelial cell monolayers. Altogether, these data provide insightful information on new biological properties of myocilin and suggest its putative role as a blood matricellular protein.
Introduction
After 20 years of intense myocilin study, its biological function remains elusive. Independent isolation of expressed sequence tags from subtracted ciliary body [1, 2] and retina [3] cDNA libraries revealed the expression of the myocilin gene in ocular tissues. The protein, initially called Trabecular Meshwork Inducible Glucocorticoid Response (TIGR), was identified in human trabecular meshwork cell cultures after prolonged exposure to glucocorticoids [4] , and 
Results

Expression of myocilin in non-ocular tissues
Myocilin was immunodetected by Western blot in different non-ocular organs and tissues. The samples included blood plasma, liver and two representative lymphoid organs (thymus and lymph node). Recombinant myocilin produced in HEK-293T cells was used as a positive control. Myocilin was detected using a chicken IgY polyclonal antibody (C21A), directed against a previously described peptide located in the C-terminal region of the protein [28] . This antibody revealed a characteristic 55 kDa band in all samples (Fig 1, arrow , upper panel), except in lymph node. Interestingly, the C21A antibody recognized specific bands close to the 32 kDa marker in thymus and liver (Fig 1, arrowhead) , indicating that they correspond to a Cterminal myocilin fragment. Two 80-85 kDa myocilin aggregates were also detected in thymus and lymph node (Fig 1, white arrowhead, upper panel). As expected, the antibody recognized HPLC purified recombinant myocilin (Fig 1, prMyoc) , and these bands were clearly more intense than the weak signals obtained with the preimmune antibody in plasma and liver. To confirm these results myocilin immunodetection was repeated using a commercial purified monoclonal anti-myocilin antibody, which has been described to recognize the N-terminal leucine zipper region of the protein [30] , and a highly cross-adsorbed anti-mouse IgG F(ab')2 fragment as secondary antibody. A main band of approximately 55 kDa was detected in all samples (S1 Fig, arrowhead) and specific low molecular weight signals, clearly below the 32 kDa marker, were also observed in lymph node and thymus (S1 Fig, arrow) . These signals may correspond to the N-terminal fragment of myocilin, which is predicted to have lower molecular weight than the C-terminal fragment [18] . High concentration of this commercial antibody (1:50) and long exposure time (60 min) were required to detect myocilin, resulting in strong background. These data indicate that the sensitivity of the commercial anti-myocilin antibody is lower than that of the antibody used in this study and support the specificity and sensitivity of the anti-myocilin IgY antibody developed in this work. MYOC expression in liver, lymphoid tissues and lymphocytes was further analyzed by SYBR green real-time quantitative-PCR (qPCR). The highest expression relative to lymph node was observed in thymus (6.9-fold increase) (Fig 2) . MYOC mRNA was also detected at lower levels in T-lymphocytes and circulating leukocytes (0.12-and 0.15-fold change, respectively). Interestingly, and in accordance with our previous studies, MYOC mRNA was absent in liver [2] , indicating that although the protein is present in this organ, the gene is not expressed.
Identification of myocilin as a blood plasma protein
In order to confirm the interesting finding of myocilin in human blood, samples of plasma, serum, and albumin-depleted plasma were analyzed by Western immunoblotting. This analysis revealed a major broad 50 kDa-band in serum and plasma, and a 85 kDa-signal in the three samples ( Fig 3A, black and white arrowheads, respectively). The abundance of albumin ( Fig  3A, asterisk) increased the electrophoretic mobility of myocilin, both in serum and plasma. In fact, albumin-depleted plasma, in addition to the 85 kDa band (Fig 3A, white arrowhead) , showed one band of approximately 55 kDa (Fig 3A, black arrow) . Comparison of these signals and those obtained with the preimmune C21A antibody (Fig 3B) indicated that some 55 kDa overlapping signals were nonspecific and correspond to unidentified plasma proteins that were removed by coagulation. The electrophoretic mobility of plasma myocilin after albumin depletion was similar to that of purified recombinant protein and to that of the recombinant protein detected in the conditioned culture medium after bovine albumin depletion (positive controls). Although bovine albumin was removed less efficiently than human albumin by the immunoaffinity kit, these results provide further support for the presence of myocilin in human blood plasma. Overall, this analysis showed that myocilin is present in albumindepleted plasma as a 55 kDa-monomer and an 85 kDa-complex. To confirm the presence of myocilin in human blood serum we isolated the protein by reverse-phase HPLC (Fig 4A) . SDS-PAGE and Western immunoblot of the chromatographic fractions revealed the presence of myocilin in fractions six to eight, which were composed of various proteins according to electrophoretic analysis with Coomassie Blue staining (Fig 4B) . To increase the purity of myocilin, these three fractions were pooled and rechromatographed using a lower slope acetonitrile gradient ( Fig 4C) . Fractions corresponding to the main peak (five and six) were mixed and analyzed again by SDS-PAGE. Combined Coomassie Blue staining and Western blotting immunodetection showed a partially purified myocilin preparation (Fig 4D) . The lower Coomassie blue stained band was cut from the gel and subjected to in-gel trypsin digestion and MALDI-TOF peptide mass fingerprint. This analysis led to the identification of 39 myocilin peptides (Table 1) out of 295 (13%), which covered 64% of the myocilin amino acid sequence (S3 Fig). Altogether these results demonstrated the presence of myocilin in human blood serum. Next, we estimated by Western immunoblot and densitometry the concentration of myocilin in human blood serum samples obtained from 12 control individuals (Fig 5A) . All serum samples showed a main 55 kDa-myocilin band, corresponding to the monomer, as well as low-abundance 90 kDa-complexes. Gross densitometric estimation showed a mean concentration of serum myocilin of 15.5± 3 μM (approximately 0.85±0.16 mg/ml), with individual values varying from 12 μM (subject 1) to 23 μM (subject 5) (Fig 5B) .
Effect of myocilin on adhesion of circulating human leukocytes to endothelial cells
The presence of myocilin in plasma and lymphoid tissues, along with its proposed effect on cell adhesion [31] , prompted us to evaluate its possible effect on leukocyte adhesion to endothelial cells in culture. To this end, isolated circulating human leukocytes were treated as described in Materials and Methods. We observed that myocilin produced a significant and dose-dependent reduction of leukocyte adhesion to HUVEC monolayers (Fig 6A) , similar to that of the control antiadhesive protein SPARC [32] . The myocilin C-terminal fragment also showed a significant antiadhesive effect, although it was less intense than that of the full-length protein and was saturated at a concentration of 200 nM (Fig 6A) . In a parallel assay we evaluated the adhesion of HEK-293T cells to HUVEC cells and although an increased adhesion tendency was observed with myocilin, the differences were not statistically significant (Fig 6B) . These data indicate the specificity of the detected antiadhesive effect and that it may depend on the cell type. The reduction of adhered leukocytes to HUVEC monolayers by the different molecules at a concentration of 400 nM was confirmed by microscopic examination of the samples (Fig 6C) .
Discussion
Up to date, most myocilin research have focused on ocular tissues due to its role in glaucoma.
Studies of the expression of myocilin at the protein level have been hampered by limited specificity of available antibodies. In this study, we have explored the presence and biological function of myocilin in non-ocular tissues, using a chicken IgY antibody raised against a previously described myocilin epitope located in the C-terminal region of the protein [28] . The phylogenetic distance between chicken and human proteins allowed us to improve sensitivity and to reduce background noise in myocilin detection, using IgY antibodies [33] . This antibody detected the myocilin monomer (55 kDa) in human blood plasma, thymus and liver. In accordance with this result, our previous studies using a rabbit anti-myocilin antibody against the same epitope also detected a 55 kDa band in several human ocular tissues, including iris, ciliary body and trabecular meshwork [28] . An 80-85 kDa myocilin aggregate was also detected in lymph node as will be explained later. qPCR confirmed the expression of MYOC in these two lymphoid organs (lymph node and thymus) as well as in circulating leukocytes and T-lymphocytes, but not in liver. In accordance with these results two previous studies detected MYOC mRNA by Northern blot in thymus [34, 35] . However, these reports did not identify MYOC mRNA in leukocytes, probably due to the low sensitivity of Northern blot compared with qPCR. Likewise, a previous study also detected MYOC transcripts in ficoll-isolated circulating human leukocytes, which are enriched in lymphocytes [36] . The identification of 30 kDa C-terminal fragments of myocilin in thymus and lymph node suggests the existence of a tissue/organ-specific myocilin proteolytic processing. These results also support a functional role for this posttranslational processing, which was initially demonstrated in the recombinant protein [18, 19] . According to our previous studies this proteolytic processing might regulate myocilin aggregation [22] , but additional studies are required to clarify this point. Myocilin fragments present in liver might have a different functional meaning because this organ does not express detectable myocilin. Therefore, it can be speculated that the liver might be involved in plasma myocilin turnover. Other molecular forms of myocilin are indicated by the presence of 80-85 kDa myocilin bands observed in thymus, lymph node and also in plasma, which might correspond to heterocomplexes of myocilin and unidentified proteins orto complexes of full-length myocilin and myocilin fragments. In line with these ideas, it is known that myocilin forms extracellular multimers [11] , which are maintained by posttranslational disulfide bond formation [12, 21, 22] and non-covalent interactions between the leucine zipper motifs [11, 22] . Detailed medical records were not available from donors of the different commercial tissue samples and, although unlikely, we cannot completely rule out any that myocilin detected in these samples is affected by unreported diseases. Further investigations are required to clarify these issues. The presence of myocilin in blood serum was demonstrated by peptide mass fingerprint analysis of the protein isolated by reverse-phase chromatography. In addition, the concentration of myocilin, roughly estimated from a group of normal human blood serum samples (15.5 μM or 0.8 mg/ml), indicated that it is a medium-abundance serum protein accounting approximately for one per cent of the total serum protein (considering a total protein concentration in human serum of 65-78 mg/ml). These results show that myocilin can be included into the group of plasma proteins that are also expressed in the ciliary body and secreted to the AH (e.g., complement component C4, alpha-2 macroglobulin, selenoprotein P and apolipoprotein D) [1] . Because the liver does not express myocilin, immune cells and organs could be a source for this protein present in plasma. Myocilin has also been identified in the AH at a concentration of approximately 0.2-0.6 ng/μl [37] . The concentration determined in this study for myocilin in human serum is several orders of magnitude higher than the concentration reported in AH, which is not surprising since the protein content of human AH is extremely low, containing between 120 and 500 ng/μl of total protein [38] (i.e., almost 200-500 times less than plasma). In accordance with our results two previous studies carried out either to characterize the human plasma proteome [39] or to verify plasma biomarkers for diabetic retinopathy [40] , identified three myocilin peptides in plasma.
The presence of myocilin in plasma and lymphoid tissues, which are involved in leukocyte trafficking, and the reported role of this protein on cell adhesion [41, 42] , led us to hypothesize the possible role of myocilin on leukocyte adhesion. To the best of our knowledge, our data evidence for the first time that recombinant myocilin reduces adhesion of peripheral human leukocytes to monolayers of cultured endothelial cells (HUVEC) and that this feature is associated, at least in part, with the olfactomedin-containing C-terminal part of the protein. According to this result, it has also been described an anti-adhesive myocilin activity on trabecular meshwork cells that may be mediated by a reduction of focal adhesions and stress fibers actin [41, 42] . The elevated purity of the HPLC-purified recombinant proteins used in this study, assessed by SDS-PAGE and silver nitrate staining [23] , and the differences in antiadhesive properties shown by full-length myocilin and its C-terminal fragment support that myocilin is the active component of the preparations used to evaluate leukocyte adhesion. The effect of myocilin on cell adhesion may differ depending on the cell type and/or experimental settings since it is also known that immobilized recombinant myocilin promotes substrate adhesion of podocytes and mesangial cells [31] . Moreover, and in line with our finding, two matricellular and myocilin-interacting proteins SPARC [32] and hevin [43] inhibit endothelial cell adhesion to some substrates. Myocilin exhibits several features found among SPARC proteins, including counter-adhesive properties [43] , which is a key functional signature of matricellular proteins [44] . These are a group of proteins involved in cell-to-cell interactions and in the biochemical interplay between cells and extracellular environment [45] . Leukocyte adhesion to endothelial cells is principally mediated by selectins and integrins [46] . Therefore, we can hypothesize that plasma myocilin disrupts or interfere the interaction of these proteins leading to reduced adhesion of leukocytes to endothelial cells, although further work is required to evaluate this hypothesis. Endoproteolytic regulatory cleavage and expression in lymphoid tissues are additional characteristics present in myocilin, SPARC and hevin [45] . Altogether, these data also suggest a role for myocilin as a blood matricellular protein. The adhesion of circulating leukocytes to activated endothelial cells is a critical step in inflammation and in the process of leukocyte extravasation [47] , in which hevin has been proposed to play a role [43] . Therefore, our data, together with the presence of myocilin in plasma and its expression in lymphoid tissues, suggest that myocilin also might participate in the initial steps of inflammation, although this is a speculative idea that needs further investigation. Finally, and in accordance with this hypothesis, it is well known that the expression of myocilin is induced by glucocorticoids [4] , which are involved in inflammation.
Conclusions
In summary, our results demonstrate that human myocilin is present in blood plasma, as well as in some lymphoid tissues and leukocytes. In addition, our study indicates a role of myocilin on leukocyte adhesion to cultured human endothelial cell monolayers and provide insights for new biological properties of myocilin and for its putative role as a blood matricellular protein.
Materials and methods
Ethics statment
Human blood samples from normal volunteers were collected with informed and written consent in compliance with the Declaration of Helsinki ethical principles, and their use was approved by the Institutional Ethics Committee of "Complejo Hospitalario Universitario de Albacete", Spain.
Chicken polyclonal antibody production
An affinity-purified chicken anti-myocilin antibody raised against a previously described synthetic peptide was obtained by Immunostep. The peptide corresponded to amino acids 468-488 (C21A: CNRYKYSSMIDYNPLEKKLFA) [19, 28] of the human protein of the human protein and contained an extra Cys residue in its N-terminal end to facilitate conjugation to Keyhole Limpet Hemocyanin peptide. After immunization, IgY was purified from the egg yolk using the Pierce Chicken IgY Purification Kit (ThermoFisher Scientific).
Western blotting
Protein extracts from the following adult normal human tissues were used for western blotting analyses: liver and thymus (BioChain) and lymph node (Clontech). Age and sex of the donors of tissues were as follows: liver, 87-years-old female; thymus, 36-years-old male; lymph node, pooled from 59 male/females, 19-68-years-old. The reported causes of death were trauma or sudden death. A venous blood sample from one healthy 55-years-old male volunteer member of the research group was used for HPLC fractionation. Recombinant human myocilin used as a positive control was produced in HEK-293T cells and purified by Ni-chelating HPLC as described elsewhere [22] . Albumin and IgG were removed from human plasma and conditioned culture medium samples using the ProteoPrep Immunoaffinity Albumin and IgG Depletion Kit (Protea Biosciences) following the manufacturer's instructions. Aliquots of control serum samples selected from patients undergoing cataract surgery from a previous proteomic study [48] were used to estimate myocilin concentration. The protein content of samples was determined by the Bicinchoninic Acid Protein Assay Kit (Thermo Scientific), following the manufacturer's recommendations. Prior to electrophoresis the samples were boiled for 5 min in standard electrophoresis loading buffer containing β-mercaptoethanol, then they were usually subjected to 10% polyacrylamide gel electrophoresis in the presence of SDS [49] , using the Mini-PROTEAN III gel electrophoresis system (BioRad). Gels were subsequently transferred onto Hybond ECL nitrocellulose membranes (Amersham) for immunodetection. Ponceau S (Panreac) staining of blots prior to antibody incubation was performed to confirm the integrity of samples and that equal amounts of sample were analyzed [50] . The C21A was used as primary antibody (1:500 dilution) and an anti-chicken IgY horse-radish peroxidase-conjugated (1:1000 dilution) was employed as secondary antibody (Santa Cruz). To assess the specificity of the antibody replicas of the samples were analyzed in parallel with the preimmune antibody (1:500 dilution). To confirm the specificity of the C21A antibody a commercial purified monoclonal anti-myocilin antibody (MAB3446, R&D Systems, MN, USA) was used at a 1:50 dilution. This monoclonal antibody has been described to recognize the N-terminal leucine zipper region of the protein [30] . A highly cross-adsorbed anti-mouse IgG F(ab')2 fragment (SAB3701015, Sigma-Aldrich) at a 1:500 dilution was employed as secondary antibody. Chemiluminescence analysis was performed with Supersignal Dura Western Blot reagents (Thermo Scientific) using the LAS3000-mini (Fujifilm, Tokyo, Japan) detector. Densitometry for protein band quantification was performed using Quantity One 4.1 analysis software (BioRad) in at least two independent experiments performed in triplicate.
Analysis of MYOC gene expression by real-time quantitative PCR (RTqPCR)
Commercial cDNA samples of human tissues were used for RT-qPCR (Human BioBank cDNA for real-time PCR, Pimer Design Ltd). Expression of the different mRNAs relative to GAPDH mRNA was determined using the 2 −ΔΔCt method [51] and the primer pair 5'-AGAAGGCTGGGGCTCATTTG-3' and 5'-AGGGGCCATCCACAGTCTTC-3'. The following primers were employed to amplify myocilin cDNA: 5'-AGGTTGGAAAGCAGCAGCCAGG-3' and 5'-TGCTGTTCTCAGCGTGAGAGG-3'. For PCR analysis, 1 μl of cDNA was used as a template in a reaction volume of 10 μl containing 5μl of Power SYBR Green PCR Master Mix (Thermo Fisher Scientific) and 200 nM of each primer. Nuclease-free water was added up to 10 μl. Thermocycling included an initial denaturation step at 95º C for 10 min, followed by 40 cycles consisting of 15 s denaturation at 95º C followed by 60 s of annealing and extension at 60ºC. The PCR products and their dissociation curves were detected with an ABI PRISM 7500 Fast real-time PCR system (Life Technologies). Quantitative PCR results from at least three independent experiments carried out in triplicate were used for calculation of mean expression values in each tissue.
Isolation of serum myocilin by high performance liquid chromatography (HPLC)
Serum samples were obtained from blood without anticoagulant. Once the serum was aliquoted, 100 μl of sample previously acidified with 0.1% (v/v) trifluoroacetic acid (TFA) were used and centrifuged to remove the pellet. The serum was injected into a reverse-phase column (Discovery BIO Wide Pore C5, Supelco) coupled to an Akta Purifier (Amersham Biosciences) chromatograph. Prior to sample loading the column was equilibrated with H 2 O containing 0.1% TFA at a flow rate of 1 ml/min. The sample was eluted with linear gradients of acetonitrile containing 0.1% (v/v) TFA, as indicated in the corresponding figures. Fractions were manually collected, and their purity was assessed by SDS-PAGE with Coomassie blue staining. The presence of myocilin in the different fractions was analyzed by Western immunoblot using the C21A antibody (1:500 dilution). Fractions containing myocilin were pooled and subjected to a second round of purification using a lower slope acetonitrile gradient (38% to 58% acetonitrile in 45 min). The samples containing myocilin were further fractionated by SDS-PAGE and the bands obtained were cut from the gel and analyzed by mass spectrometry.
Matrix-Assisted laser desorption ionization time-of-flight (MALDI-TOF) peptide mass fingerprint analysis
The mass spectrometry analysis was performed at the Proteomics Service of Madrid Science Park. The bands obtained by SDS-PAGE were excised with a scalpel and subjected to in-gel trypsin digestion [52] and the resulting peptides were identified by mass spectrometry in a MALDI-TOF/ TOF 4700 Proteomics Analyzer (Applied Biosystems). External calibration was performed using a mixture of angiotensin II, ACTH/CLIP, bombesin and somatostatin. The prediction of peptides resulting from trypsin digestion of myocilin was performed using the MS-Digest tool (http:// prospector.ucsf.edu/prospector/cgi-bin/msform.cgi?form=msdigest). The theoretical mass of these peptides was compared to the experimentally determined mass using the Mascot Search Results online tool (www.matrixscience.com). Finally, the percentage of the myocilin sequence covered by the tryptic peptides identified by mass spectrometry was determined.
Estimation of the concentration of myocilin in human plasma
Serum samples from control subjects were subjected to SDS-PAGE (10% polyacrylamide) followed by Western immunoblotting using the anti-myocilin antibody C21A (Immunostep) (1:500 dilution), as described earlier. The signals obtained from two known quantities (0.5 and 1.0 μg) of Ni-chelating HPLC-purified recombinant human myocilin [23] were used as a reference for densitometric quantification of myocilin detected by western immunoblotting using the Quantity One 4.6.9. software (Bio-Rad). To identify nonspecific signals an aliquot of each sample was analyzed in parallel using the preimmune antibody (1:500 dilution). Values were calculated from two independent assays carried out in triplicate.
Assay of leukocyte adhesion to endothelial cells in culture
The human umbilical vein endothelial cells (HUVEC, ECACC 06090720, Sigma-Aldrich) used in the assay were cultured in Complete Endothelial Cell Growth Medium (ECACC 06091509). The human embryonic kidney 293T cell line (HEK-293T), used as a negative control, was obtained from the ATCC (American Type Culture Collection) and was maintained in Dulbecco's modified Eagle's medium (DMEM, Lonza) supplemented with 10% fetal bovine serum (FBS). The two cell lines were cultured with antibiotics (Normocin, Invitrogen) at 37˚C in a fully humidified 5% CO 2 atmosphere. To evaluate the effect of myocilin on the adhesion of leukocytes to endothelial cells, HUVEC cells were seeded in black-walled transparent-bottom culture plates (Greiner Bio-One), treated with 0.1% gelatin (Sigma-Aldrich). Confluent cells were treated for 4 h with culture medium containing 10 ng/ml of TNFα (Sigma-Aldrich) and different concentrations of recombinant proteins. Circulating leukocytes were obtained from peripheral venous blood anticoagulated with heparin. The blood (10 ml) was diluted with DPBS (1:1) and carefully placed onto an equivalent volume of Ficoll-Paque PLUS (GE Healthcare Life Sciences). The sample was centrifuged (800xg) at room temperature for 30 min. The leukocyte rich layer was collected and washed twice with Dulbecco's Phosphate Buffer Saline (DPBS, Lonza). Leukocytes activation was performed by incubation with phytohemagglutinin (10 ng/ml) for 20 min in RPMI-1640 complete medium (Lonza) containing 10% FBS. Activated leukocytes (5000000 cells/ml) were incubated at 37˚C for 30 min in RPMI-1640 containing 5 μM calcein-AM (AnaSpec). After two RPMI-1640 washes, calcein-labelled leukocytes in the same medium were seeded (500000 cells/well) on HUVEC monolayers, at 37ºC for 2 h, in the presence of two concentrations of recombinant myocilin or SPARC (200 nM and 400 nM). The recombinant proteins were produced in HEK-293T cells and purified from the culture medium by Ni-chelating HPLC as previously described [22, 23] . The purity of the obtained recombinant proteins assessed by SDS-PAGE with silver nitrate staining was at least 80% [23] . As a control of cell specificity, calcein-labelled HEK-293-T cells (500000 cells/well) were added in parallel to HUVEC monolayers. Non-adherent cells were removed by three DPBS washes. The fluorescence of each well was quantified in a XS Gemini plate fluorimeter (Molecular Devices) using excitation and emission wavelengths of 494 nm and 517 nm, respectively. Purified bovine serum albumin (200 nM and 400 nM) was used as a negative control of cell adhesion (SigmaAldrich). Cell adhesion was expressed as a percent of adhered cells in the absence of assayed proteins. In addition, photographs of the preparations were obtained using a Nikon Eclipse Ti-U (Nikon) fluorescence microscope, equipped with a Nikon-cooled digital camera DS-Ri1 (Nikon).
Statistical analysis
The statistical comparisons between groups were performed using either the t-test or the oneway analysis of variance (ANOVA). Statistical analysis of the data was performed using the SigmaStat 2.0 software (SPSS Science Inc., Chicago, IL, USA). 
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